and in revised form )une 2, 1987; accepted )une 10, 1987 (6A0936). (Nibbering et al., 1986; Scopsi and Larsson, 1986; Hiroaka et al., 1985; Geerts and Rods, 1981; Streefkerk et al., 1975) and 10 mM sodium azide for 5 mm at room temperature.
The cell lysate was then applied to nitrocellulose.
Reagents
The DAB/H2O2 medium was composed of 0.6 mg/mI diaminobenzidine tetrahydrochloride(DAB;
Sigma) in TriS-HCI buffer ( The nitrocellulose model system used to compare four methods for quantitative determination of peroxidase activity has been described in detail (Nibbering et al., 1986; Herbrink et al., 1982) . In short, i-gil aliquots of serial dilutions of peroxidase-conjugated rabbit anti-rat Ig were applied to nitrocellulose filters (pore size 0.1 tm; Sartorius GmbH, Gottingen, ERG).
The use of micropipets with Eppendorf tips gave spots of fairly constant size, whereas tips from other manufacturers led to considerable differences in spot size. Next, the filters were air-dried (10 mm, room temperature) to immobilize the peroxidase conjugate and then processed according to one of the following staining methods.
DAB/H2O2
Method. Filters were exposed to the DAB/H2O2 medium for 15 mm at room temperature.
After this incubation, the enzyme reaciion was stopped by soaking the filters in distilled water for 5 mm, and then the filters were air-dried and embedded in immersion oil to clear the nitrocellulose.
DAB/H202/CoCl2. Filters were incubated in the DAB/CoCI2 solution for 5 mm at room temperature before H2O2 (final concentration 0.01%) was added and incubation continued for 10 mm (Hiroaka et al. 1985) . The reaction was stopped in distilled water and the filters prepared as described above.
DAB/H202/imidazole Method. Filters were incubated with the DAB/H2O2 medium supplemented with 10 mM imidazole (Sigma) for 15 mm (Straus, 1982 to prevent nonspecific binding of immunoreagents to the nitrocellulose, and then exposed to optimal concentrations of monoclonal antibody or, for the two controls, to either a monoclonal antibody with irrelevant specificity(Mab 59.AD.22)or PBS for 30 rain at room temperature. After removal of excess monoclonal antibody by three washes with PBS, the filters were exposed to an optimal dilution of peroxidase-conjugated rabbit anti-rat Ig in PBS containing 5 % normal mouse serum for 30 mm at room temperature. Alternatively, monoclonal antibody binding was detected by successive incubations with 2.5 sg/ml biotinylated rabbit anti-rat uon was stopped in distilled water and the filters were prepared as described.
Microphotometry
The amount of peroxidase reaction product on the spots was determined with a computer-assisted scanning microscope photometer (Leitz; Wetzlar, 
Discussion

